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Abstract

Establishment of Assay Model for the Trophoblast Cell-line Proliferation

Soon-Sup Shim
Department of Obslelrics and Gynecolody, Jeju National Universily School ol Medicine, Seoul, Korea

Preeclampsia is one ol the major causes ol pregnancy—related mortality and morbidity. While the pathophysiology is not well
examined, it is known that impeded early placental lormation may be one etiologic step. The cytotoxic elfect of lymphocytes on
the trophoblast may be one of immunological explanations. This study was designed to find out the optimal condition of cell
concentration and to establish an experimental model of cytotoxic eftect ol lymphocytes on the trophoblast cell-line proliferation.
In various conditions of cell concentration, the interaction belween irophoblast cell-line and lymphocytes were measured by
CCK-8 kit, which assesses cell proliferation by absortiometry. The optimal condition (irophoblast cell-line: 10° cells/mL,
lymphocyte: 10% cells/mL) was selected for this model. We eslablished a model for assessing the inleraction between the
trophoblast cell-line and lymphocytes by measuring the cell proliferation. (J Med Life Sci 2014:11(1):1-4)
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(1) odekdl MIEF(ATCC CRL-1584)&
fetal bovine serum; antibiotics)el A F4A)FIch (37T,
COx).

(2) o|A} wfeF i sHoFHS 2| AHBELL 4 ER4I-EDTA
(0.25% trypsin—0.03% EDTA solution)2 3w+ 3, A|Z7} dpe
ofl o "ol wizha] d2ol4 7|ohIciEs ufekr|ed B ).
4145k vjokel s Wo] F43H & Aj2E Y &7)e P
ThA] Ab71el o] wjekict.

(3) 47|19} o] ER-4AI-EDTAS Ae|ate] "ozl Al=z&
oFololl A Wt T AR (1200-1500 rpm, 5EAZL F HEAL
o] oFof wel HdEi(~ 6 mL)e] WS gol KfAElo

(4) AlZES A4 Cell suspension 15 ud, Trypan blue 30 uf,
PBS (8]4) 15 w — hemocytometer® A|EZ4E Alck, (4|32
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iy 22 Al 4= X 10 cells/mL)

(5) o 7k FE2 34T F[=U A 10° cells/mL, =4
B: 10* cell/mL, 23 C: 10' cells/mL], 96 well plate & well
T 100 4] g

(6) 24A17HS vloksled(3TT, 5% CO:) Hietel] F3fste2 jic},

(7) 2} wellef] 23 W3S dov|E B Ex HEE H7)st
I, 48417HS o HjoFsitt,

- Yzrele] B3} wlek: odokal MlEFL| FERTh 10HR(E
A A 10' cells/mL, &7 B: 10° cell/mL, &4 C: 10°
cells/mL] 713t &3 vjFsict,

- AZ£2] A= T-cell mitogen® 2 PHA(phytohemagglutinin)
£ 10 ug/mL =2 H7Rgicl,

- Eglegl y1zbo] AH|: 1-MT(1-methyl-DL—-tryptophan)S-
2 mM F=2 F7Ieid.

(8) CCK-8 82 10 w4 F=7|8k 1-443F o ujef7] of

SR

(9) ELISA readerE& AME-3lod 450 nmollAd & H=gF F45)
1, 650 nmo A2 EHEE 7IELR Heth

(10) =4 A, B, C 7h2, 4o M= A= S48 &
3= 7 2 B = Qe AT 2 A,

2 I

o] 7H4 23 HEle] uE AU AZFY HE FAEHE
ot ] fale], Pt AZFet HZT] HE F= 3744 =
(A, B, CellA 32 ol 2L o, ¢ =AM F¥e A=
zo| Zal7) Wal2 wasy|7t 7 20|35k Table 1),

L MIES EE A Z2A(G AEF E5 10° cells/mL, o
Z FE 10 cells/mLkE Al 234 2E = CCK-8 kit2]
absorbance =77} FpbHoz o Ygkn 7} RAHRE
PHA, 1-MT F=hel| o2 H3te F31814] ghokct.

2. Mz 55 B 274(FYet M=F FE: 10" cells/ml, ¥
Z3 %% 100 cells/mLyE RA(HZ T, PHA, 1-MT 37hel| o}
2 Hgs odn #E == ey, CCK-8 kit9

absorbance 4= o8| 2 Ho|gict

A

3. AIES =2 ¢ 2E(GYY HEF FE 10 cells/mL,
23 =% 10 cells/mL)2 CCK-8 kit2] absorbance $2|7} #
A3 SR ven, 2AR[ZF, PHA, 1-MT F7hef o2 ®
3HE 33lsl7|oll= HAdskqit

Table 1, Histopathological differential diagnosis of hemosiderotic dermatofibroma from other variants

Seltings A B c
Trophoblast cell-line (TC)
10 10' 1
concentration (cells/mL)
Lymphocyte concentration (cells/mL) 10 10 1
Trophoblast cell-line (TC)
Group 1 (n=3) TC 0.131 = 0.010 0.369 £ 0.023 2682 £ 0.112
Group 2 (n=6) TC + PHA 0.136 + 0.002 0.434 * 0.050 2,724 + 0.138
Group 3 (n=3) TC + PHA + 1-MT 0.138 + 0.002 0.517 + 0.049 2.892 + 0,067

Tropheblast cell-line (TC) + Lymphocytes (Lym)

Group 4 (n=3) TC + Lym
Group 5 (n=6) TC + Lym - PHA
Group 6 (n=3) TC + Lym + PHA + 1-MT

0.129 = 0.001 0.417 £0.069 2616 + 0.222
0.139 = 0.016 0.376 £ 0.059 2.269 + 0.280
0135 = 0.022 0.359 + 0.053 1,791 = 0.318

PHA: phytohemagglutinin (10 z @/mL}, 1-MT: 1-methyl-DL~tryptophan (2 mi), Lym: lymphocytes.
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Establishment of assay model for the trophoblast cell-line proliferation
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